Few randomized controlled trials investigated the effects of mindfulness intervention on older adults diagnosed with mild cognitive impairment (MCI). Furthermore, there have been hypotheses and theoretical mechanisms on the benefits of mindfulness intervention on biomarkers of stress, inflammation, and neuroplasticity implicated in MCI that warrant empirical evidence. We conducted a pilot randomized controlled trial to examine whether Mindful Awareness Practice (MAP) improved biomarker levels in older adults with MCI. Fifty-five community-dwelling older adults aged 60 and above were randomized into either the treatment arm, MAP, or the active control arm, the health education program (HEP). Researchers who were blinded to treatment allocation assessed the outcomes at baseline, 3-month, and 9-month follow-ups. Linear-mixed models were used to examine the effect of MAP on biomarker levels. MAP participants had significantly decreased high-sensitivity c-reactive protein (hs-CRP) levels at 9-month (β = −0.307, 95% CI = −0.559 to −0.054 P = 0.018). Exploratory sub-group analyses by sex showed significantly decreased hs-CRP in females only (β = −0.445, 95% CI = −0.700 to −0.189, P = 0.001), while stratification by MCI subtype showed hs-CRP decreased only in amnestic-MCI (aMCI) (β = −0.569, 95% CI = −1.000 to −0.133, P = 0.012). Although total sample analyses were not significant, males had significantly decreased interleukin (IL)−6 (β = −1.001, 95% CI = −1.761 to −0253, P = 0.011) and IL-1β (β = −0.607, 95% CI = −1.116 to −0.100, P = 0.021) levels at 3-month and non-significant improvements at 9-month time-point. MAP improved inflammatory biomarkers in sex-and MCI subtype-specific manners. These preliminary findings suggest the potential of mindfulness intervention as a self-directed and low-cost preventive intervention in improving pathophysiology implicated in MCI.
Introduction
Mild cognitive impairment (MCI) is a transitional state between normal aging and very early dementia [1] [2] [3] . Owing to a rapidly aging population, the incidence of mild cognitive impairment (MCI) is expected to increase. Individuals with MCI have an increased risk of dementia, with 50% of MCI cases progress to develop AD 4 . Unfortunately, no new treatment options have been discovered in the past decade despite intensified efforts and numerous attempts in pharmaceutical trials 5 . Hence, the dementia field has recently moved towards validating potential preventative intervention to slow cognitive decline, before the irreversible symptoms of dementia and pathophysiology emerge. Early identification of MCI can prompt the prevention of dementia by improving the associated modifiable risk factors 6 . If the onset and progression of dementia could be delayed by just 1 year through any forms of interventions, there will be approximately 9.2 million lesser cases of dementia in 2050 7 . Additionally, novel intervention is imperative as MCI is an intermediate stage between being cognitively healthy and demented, thus representing a window of opportunity of which older adults may be still cognitively abled to acquire new techniques and a period of potentially malleable pathophysiology.
Mindfulness intervention as a preventative approach to improve psychiatric disorders and to delay dementia has gained traction in the past decade. A comprehensive meta-analysis of 209 studies concluded that mindfulness interventions with diverse participants afflicted by a range of psychiatric disorders are effective 8 , including depression, social anxiety, obsessive-compulsive, bipolar disorder, attention deficits disorder, and addiction [8] [9] [10] . Systematic reviews conducted by Gard et al. 11 and Larouche et al. 12 concluded that meditation interventions for older adults are feasible, with ample evidence, suggesting that meditation may potentially delay cognitive decline, thus delaying the progression of MCI and dementia. While one randomized controlled trial (RCT) reported trends of improvement in cognitive measures with MCI participants 13 , another more recent RCT showed significantly improved global cognitive scores in participants with MCI, upon completing a 1-year mindfulness intervention 14 . However, no studies have yet to examine the effect of mindfulness on peripheral biomarkers specifically in older adults with MCI, be it using blood or saliva samples. Furthermore, due to the inherent genetics and lifestyle differences, the effects of mindfulness intervention among Asian populations remained mostly unexplored 15 . Conversely, Kua et al. 16 have demonstrated mindfulness practice was acceptable to Singaporean Chinese and did not carry the stigma of mental illness. In all, no mindfulness intervention focusing on cognition and peripheral biomarkers in older adults with MCI, utilizing parallel-group RCT design, has been conducted in Asian population.
Biologically, there have been various theoretical mechanisms on why mindfulness may be a favorable approach for MCI, which warrant empirical evidence. Several groups proposed 12, 17, 18 that mindfulness may target inflammation, stress-related pathways, and neuroplasticity, thus reducing the risk of developing cerebrovascular disease and agerelated neurodegeneration that could lead to the development of dementia. Indeed, MCI and dementia are likely to have multiple aetiologies, some of which are of cellular, metabolic, and endocrine origins 19 . Among them, systemic markers of inflammation are associated with cognitive decline in general and specific domains, both crosssectionally 20 and prospectively 21, 22 . Since excessive neuroinflammation worsens during disease progression 19, 23 , one of the biological pathways by which mindfulness intervention could delay the progression of MCI to dementia is through modulating inflammatory response 12, 17, 18 . Thus, future trials have been urged to examine inflammatory markers in MCI 23 . One of these potentially modifiable inflammatory factors associated with a heightened risk of and precede the onset of all-cause dementia is c-reactive protein (CRP) [24] [25] [26] [27] [28] [29] [30] [31] . Despite its importance, only four mindfulness interventions targeted non-MCI populations have utilized CRP as a biomarker outcome measure in mindfulness intervention trials, with none of them showing a significant effect on CRP 10, [32] [33] [34] . Two of these four studies 33, 34 showed statistical trends of P < 0.10, which warrant further investigations on the effects of mindfulness on CRP. Another closely related group of systemic pro-inflammatory biomarkers is the cytokines. Cytokines, particularly interleukin (IL)−6 and IL-1β, have been shown to be elevated in dementia patients and involved in the pathophysiologies of dementia 35, 36 . Furthermore, mindfulness interventions ameliorated pro-inflammatory cytokines in various patient populations [37] [38] [39] [40] [39] [40] [41] [42] [43] . However, there is an apparent gap of knowledge on whether mindfulness could reduce the levels of pro-inflammatory cytokines in older adults with MCI specifically.
On neuroplasticity, peripheral brain-derived neurotrophic factor (BDNF) has been found to be significantly decreased in patients with Alzheimer's disease (AD) 44, 45 . On the other hand, higher BDNF level was associated with slower cognitive decline in both healthy older adults and patients with AD 46, 47 . Several hypotheses have postulated the potential effects of mindfulness intervention on modulating neuroplasticity, through increasing BDNF levels 17, 18, 48, 49 . Strikingly, none of the current randomized controlled trials (RCTs) have examined the effects of mindfulness intervention on BDNF levels in MCI participants 49 . Another closely related hypothesis, the allostatic overload model of the hypothalamic-pituitaryadrenal (HPA) axis, hypothesizes that chronic stressors initiate and accelerate the progression of cognitive impairment through the detrimental effects exerted by persistently elevated cortisol and decreased dehydroepiandrosterone sulfate (DHEA-S) levels 50, 51 . Furthermore, salivary cortisol was also shown to be associated with worse cognitive performance 52 . However, there has been inconclusive evidence on the effects of mindfulness intervention on cortisol and DHEA-S levels in different target populations. No study insofar has examined the effect of mindfulness intervention on these biomarkers in MCI 12, 18, 34, 53 .
To address these gaps of knowledge, we initiated an RCT of mindfulness intervention targeting older adults with MCI. Mindful Awareness Practice (MAP) is a Singaporean version of the mindfulness intervention 54 , modeled on the didactics of McBee 55 . One of the two aims of MAP-RCT was to examine the effects of Mindfulness Awareness Practice (MAP, the treatment arm) in improving biomarkers in older adults with MCI, in comparison to the Health Education Program (HEP, the active control arm). We hypothesized that MAP could: 1) decrease CRP, IL-1β, IL-6, and cortisol levels and (2) increase BDNF and DHEA-S levels in communitydwelling older adults with MCI.
Methods

Study sample, screening, and recruitment
This study was approved by the National University of Singapore ethics committee, Institutional Review Board (NUS-IRB Reference No: B-14-110), and registered with the clinical trial database (https://clinicaltrials.gov/ct2/ show/NCT02286791). The participants were older adults aged 60 and above, who have participated in the longitudinal follow-up study, Diet and Healthy Ageing Study (NUS-IRB Reference No:10-517), at the Training and Research Academy at Jurong Point (TaRA@JP), a community-based research center established by NUS Psychological Medicine department. The research nurses, research assistants, and a Ph.D. student obtained informed consent before screening for potentially eligible participants. The screenings for eligibility were performed based on a priori inclusion and exclusion criteria. Eligible participants were then randomized by an independent research assistant that was not affiliated with the trial using the Random Allocation Software version 2.0 (Saghaei, Isfahan, Iran) to randomly allocate the participants in 1:1 ratio to either the mindful awareness practice (MAP) or health education program (HEP) arm, using a random number generator. The study's research coordinator assigned the participants to the interventions. A single-blind design was employed; The assessors were blinded to the study arm assignments while the participants were aware of the study arms they were assigned to.
Inclusion and exclusion criteria
The inclusion criterion was fulfilling the operational criteria of MCI based on The Diagnostic and Statistical Manual of Mental Disorders, Fifth Edition (DSM-V) 56 . We excluded older adults with either dementia or normal aging, had a neurological or major psychiatric condition, had a terminal illness, had visual or hearing impairments, had upper and lower limb motor difficulties, and those who were participating in another intervention at the time of the screening. To derive the cognitive status of the participants, there was a two-tier procedure. First, the assessors, comprises a team of trained research assistants and a Ph.D. candidate, administered the clinical dementia rating (CDR) and neurocognitive assessments (NCA) to all screened participants at the research center and derive at preliminary research diagnosis. Subsequently, final research diagnoses of MCI were made during the study's consensus meetings by a panel consisting of at least two consultant-ranked psychiatrists, clinical scientists and the trained assessors who administered the tests. CDR-Sum of Box (CDR-SoB) was calculated as it has been demonstrated to effectively and accurately stage MCI and dementia severity 57 .
Intervention
We employed a parallel arm RCT as the study design. For the first 3 months, the sessions were more frequent and were held weekly over 12 weeks, with each session of the MAP and HEP arms spanning approximately 1 h. From 3month to 9-month, six monthly booster sessions were held for both arms. Attendance was recorded. Additionally, the participants were provided with personal diaries to record their practices at home and were asked to return them at the subsequent sessions to measure the adherence to daily practice and frequencies of home practice.
Treatment arm: Mindful Awareness Practice (MAP)
Mindful Awareness Practice techniques were modeled on the didactics of McBee's mindfulness-based elder care (MBEC) 55 , which adapted the techniques to the unique needs of the older adult population. Different from MBEC, mindfulness-based stress reduction (MBSR) is targeted at the general population and is not restricted to older adults. It also assumes that the participants are able to understand and follow instructions, have a good attention span, are able to commit to the experience and to participate in some form of exercise. Older adults often are not able to fulfill the above criteria 58 . MBEC made some adaptations to the MBSR model while maintaining the core intention of mindfulness 58 .
During each MAP session, participants were guided by a certified instructor to engage in these mindfulness techniques and were requested to practice the techniques at home daily. In MAP, we employed various mindfulness techniques, among them mindfulness of the senses practice, mindful breathing, and body scan practice, movement nature meant practice, visual-motor coordination tasks, and mindful stretching.
Control arm: Health Education Program (HEP)
Similar to the HEP proposed by MacCoon et al. 59 , HEP encompassed topics pertinent to the general health of older adults, which included sleep, diabetes, hypertension, healthy diet, medications, depression, complications of diabetes and hypertension, anxiety, exercising, coping with grief and stress, social support and connectedness, and dementia. The program was delivered by a panel of healthcare professionals specialized in the topics, which included clinicians, nurses, and psychologists. The use of health education as the active control arm was recommended to control for non-intervention-specific components 60 .
Outcome measurements
Bio-specimens were collected at baseline, 3-month, and 9-month, corresponded to the start of the trial, the end of the weekly intervention and the end of the monthly intervention, respectively. The primary outcome measurements were six biomarkers.
Bio-specimen collections
Two types of bio-specimens, blood and saliva were collected. Blood and saliva collections were scheduled between 9:00 and 11:00 a.m. in the morning to minimize diurnal variations 34, 61 . For fasting blood, the participants stopped the consumption of foods after 10 p.m. the night before venepuncture. The consumption of only water was advised. The participants were advised not to exercise or perform rigorous physical activities before the collections and not to rush to the center in the case that they were late. Blood draw via venepuncture was performed by the research nurses on the day that the participants visited the research center. The blood was kept at 4°C for a maximum of three hours before being processed in the laboratory. Unstimulated and whole saliva samples were collected by the research nurses on the same day of venepuncture, to maintain the consistency and quality of the saliva samples. Passive drool collection procedures were employed 62 ; The participants were instructed to pool and accumulate the saliva in the floor of the mouth, before passively drooling the saliva into a Falcon™ 15 ml Conical Centrifuge Tube (Fisher Scientific, USA). Immediately after the collection, the saliva samples were frozen at -20°C until being further processed. We controlled for a number of pre-analytical variables systematically by having a pre-analytics saliva collection protocol, including the following instructions given to the participants: no consumption of a major meal within 60 min prior to collection, only drinking of plain water was advised and rinsing of mouth with plain water to remove food residues 10 min before collection. Any contamination with blood was also visually inspected 63 after the sample collection and before the samples were processed.
Biomarker pre-processing, storage, and measurements
The blood samples were sent to the laboratory located at Singapore Immunology Network (SIgN). Subsequently, the whole blood samples were centrifuged at 1650 × g for 25 min at room temperature to obtain the plasma. The plasma samples were then stored at -80 o C until further analyses. Saliva processing followed similar procedures, according to the manufacturer's instruction (Salimetrics, Pennsylvania, USA). The frozen saliva samples, which were stored at -20 o C upon sample collection, were transported in batches to the laboratory for sample processing. Upon reaching the laboratory, the saliva samples were thawed on ice and were subsequently centrifuged at 3000 × g for 15 min. The supernatants containing clear saliva were then aliquoted and stored at -80 o C until further analyses (Salimetrics, Pennsylvania, USA). After sample collections from all the three time-points were completed, all samples for the same participants from different time-points were assayed on the same day and on the same plates, to avoid batch effects. Biomarkers for this trial were examined using commercially available enzyme-linked immunosorbent assay (ELISA) kits. A total of six biomarkers were measured. The three blood-based biomarkers measured were high-sensitivity (hs)-CRP (Tecan, Männedorf, Switzerland), BDNF (Promega Corporation, Madison, USA) and DHEA-S (CUSABIO, Houston, USA). Salivary cortisol, IL-1β, and IL-6 were assayed using validated ELISA kits for measuring salivary biomarker levels (Salimetrics, Pennsylvania, USA). All the experiments were performed as per the instructions of respective manufacturers of the kits.
Statistical analyses
Based on previous studies 33, 34, 41 examining the effects of mindfulness on the biomarkers chosen for this study, we postulated the effect size on the selected biomarkers to be 0.5. Hence, we required 24 participants for each arm to have a power of 80% to detect statistical significance at 5% level. Considering potentially 20% drop-out rate, 30 participants needed to be assigned to each arm at baseline. Hence, the targeted total sample size was 60. The biomarker levels were expressed as mean ± standard error (SE). The differences in baseline variables were examined using Student's t-test, chi-square or Fisher's exact tests according to the nature of the data. The raw values of the biomarker measurements did not fulfill the normality assumption; therefore, all the raw values of the biomarkers were natural log-transformed for subsequent analyses and were successfully normalized, based on dot plots, skewness, and kurtosis. Linear-mixed model was employed to examine the treatment effects of MAP. In each of the models, the outcome of interest was entered as the dependent variable. Baseline values of the respective outcome variable, age, sex, years of formal education, time-points of the intervention, treatment arm, and timepoints and treatment arm interaction term were included as covariates for all the models. Additional covariates relevant to MCI and dementia, including cardiovascular diseases, history of myocardial infarction, geriatric depression scale (GDS), and geriatric anxiety inventory (GAI) clinical cutoffs, were added to examine their effects on the baseline models, based on model fits using the Akaike information criterion (AIC) and Bayesian information criterion (BIC) values. In the final models, for all the additional covariates, only the significant ones were retained. We further performed exploratory sub-group analyses, by stratifying the whole sample separately by sex and MCI subtypes, namely amnestic and non-amnestic MCI (aMCI and naMCI), to explore their potential modifying effects on the outcomes. The participants did not have to complete all the sessions to be included in the analysis, and the attendance rate was tested as a covariate. All the analyses were based on intention-to-treat principle, performed using the Statistical Package for the Social Sciences (SPSS) Statistics for Windows, version 23.0 (IBM Corp., Armonk, N.Y., USA). For all the analyses, a twotailed P-value of < 0.05 was considered statistically significant. Owing to the pilot and exploratory nature of this study to examine the biomarkers potentially modifiable by MAP, we did not control for multiple testings 64 . Other pilot RCTs of exploratory and hypothesis-generating nature have adopted similar practice 65, 66 .
Results
Baseline demographics and characteristics
The study flow was illustrated in a CONSORT Flow diagram ( Fig. 1 ). We recruited a total of 55 participants aged 60 to 86 (mean = 71.28 years, SD = 6.00). No significant differences in all baseline variables were observed, which included age, sex, and education levels ( Table 1) .
Effects of MAP Intervention on Biomarker Levels
A significant difference in plasma high-sensitivity c-reactive protein (hs-CRP) levels between MAP and HEP arms was observed at 9-month (β = -0.307, 95% CI = -0.559 to -0.054, P = 0.018), with MAP arm having significantly lower CRP level compared to HEP arm ( Fig. 2a , Table 2 , and Supplementary Fig. 1 ), after controlling for baseline covariates. Baseline CRP level (β = 0.824, 95% CI = 0.677 to 0.972, P < 0.001) was a significant covariate for the model. All the other covariates, including cardiovascular (CVS), metabolic, and inflammationassociated morbidities, were not included in the final model due to non-significance.
For the total sample, there were no significant differences in IL-1β and IL-6 levels ( Table 2 and Supplementary Fig. 1 ). No significant differences in plasma BDNF, salivary cortisol, DHEA-S levels were observed across all the three time-points in MAP when compared to HEP ( Table 2 and Supplementary Fig. 1 ).
Exploratory sub-group analyses by sex showed that the effect of significantly improved hs-CRP at 9-month was only observed in females (β = -0.445, 95% CI = -0.700 to -0.189, P = 0.001) ( Fig. 2b and Table 3a ). The exploratory sub-group analyses of MCI subtypes showed that hs-CRP was significantly decreased only in the aMCI subtype (β = -0.569, 95% CI = -1.000 to -0.133, P = 0.012) and not the naMCI subtype ( Fig. 2c and Table 3b ). Furthermore, although whole-sample analyses did not yield significance, males had significantly decreased IL-1β (β = -0.607, 95% CI = -1.116 to -0.100, P = 0.021) ( Fig. 2d and Table 3a ) and IL-6 (β = -1.001, 95% CI = -1.761 to -0253, P = 0.011) ( Fig. 2e and Table 3a ) levels at 3-month and non-significant improvements at 9-month (β = -0.475, 95% CI = -1.000 to 0.052, P = 0.075) and (β = -0.637, 95% CI = -1.377 to 0.104, P = 0.090), respectively.
Discussions
MAP improved inflammatory biomarkers in sex-and MCI subtype-specific manners. Overall, MAP improved hs-CRP levels, compared to the HEP. Interestingly, exploratory sub-group analyses by sex showed that the effect of significantly improved hs-CRP was mainly driven by the improvement observed in females. Furthermore, sub-group analyses by MCI subtypes showed that hs-CRP was improved only in the aMCI subtype, not the naMCI subtype. Although whole-sample analyses did not reach statistical significance, males had significantly improved IL-6 and IL-1β levels at 3-month and non-significant improvements at 9-month.
Our finding suggests that CRP is a modifiable risk factor of dementia that responded to mindfulness intervention in specifically older adults with MCI, consistent with prior findings shown in other sample populations 67, 68 . Our finding extended the literature by suggesting that mindfulness might potentially delay cognitive decline by ameliorating CRP 67 . There are several pathophysiological mechanisms on how chronically elevated levels of CRP have been proposed to increase the risk of developing allcause dementia [24] [25] [26] [27] [28] [29] . Conversely, lower levels of CRP could be beneficial to older adults with MCI. One prior study has suggested that CRP is directly involved in the pathogenesis of atherogenesis and ischemic cerebrovascular diseases, contributing to the development of pathologies in the vasculature, a hallmark of vascular dementia (VaD) 29, 69 . Furthermore, CRP has also been shown to act independently of systemic inflammation by crossing the blood-brain-barrier and directly effects neuro-inflammatory response in the brain 68, 70 . Third, CRP has also been shown to co-localize with and further upregulate the two hallmarks of AD, amyloid-beta (Aβ) and phospho-tau proteins, in the brains of patients with AD 71, 72 . Further study substantiated this hypothesis by showing that the interaction between CRP and Aβ1-42 heightened vascular abnormalities, such as enlarged lacunar counts and perivascular spaces 73 . Interestingly, when we performed exploratory sub-group analyses by sex, only females showed significant decreased hs-CRP levels upon completing the MAP. Our finding is consistent with prior literature, which found a significant relationship between CRP and cognitive decline in females only 25, 26 . Our sample size comprises mainly female, the insignificance detected in male sub-group could either be attributed to males being not responsive to the intervention or statistically being underpowered. When the sample was stratified by MCI subtypes, statistical significance was only detected in the aMCI subtype, which is intriguing as this MCI subtype is a prodrome of Alzheimer's type dementia 74 . On the other hand, increased CRP has been shown to precede both Alzheimer's and vascular dementia 27 . Our results suggest that mindfulness may specifically ameliorate CRP in aMCI, but not naMCI, which warrant further studies in furthering the understanding of the underlying mechanism. The overall analyses showed that IL-6 and IL-1β levels were not significantly improved at both 3-month and 9month following MAP. One plausible reason being salivary cytokines might not be representative of blood cytokine levels. However, upon performing sub-group analyses, we found reduced IL-6 and IL-1β only in males, contrary to the finding of hs-CRP, suggesting the beneficial effect of MAP on systemic inflammation was present only in males. Interestingly, IL-6 is a well-known regulator of CRP production. For females, MAP could not have modulated CRP production through regulating IL-6 levels, as only CRP, but not IL-6 levels were significantly improved. Apart from IL-6, there are other biomarkers that had been shown to regulate CRP levels, including IL-1, IL-17, and tumor growth factor (TGF)-β 75, 76 . Hence, it would be interesting to investigate these biomarkers comprehensively in future investigations, considering the sex effect. One plausible interpretation for improved cytokine levels in only males could be the underlying biological difference between the sexes; Among the candidates are sex hormones, as they could influence cognition, as well as inflammation 77, 78 . Another study has also shown a sex-specific effect, showing that females benefited more from mindfulness intervention on emotional regulation 79 . Hence, taken together with the finding from hs-CRP, future studies should consider both sex and MCI subtype a priori when formulating hypotheses, as they affect both biomarkers and cognitive domains differentially and we have provided preliminary evidence that mindfulness intervention with MCI participants with different sexes and MCI subtypes might have differential effects on biomarkers.
We showed pilot empirical evidence in the MCI population on neuronal plasticity modulated by neurotrophic There have been conflicting findings on the effects of mindfulness on stress-related biomarkers in different sample populations. One proposition is that mindfulness may modulate cortisol and DHEA-S levels by altering the sensitivity of glucocorticoid receptor (GR) instead 80 . Regardless, these findings warrant replication in larger RCTs. On the RCT implementation aspect, there were several issues on the feasibility and acceptability of the RCT worth discussing. First, recruitment strategies needed to cater to the characteristics of this population with cognitive impairment. The recruitment rate for this RCT is not high, about 43.65% (55 recruited out of 126 screened), lower than another RCT with MCI, which was 66.81% 81 . The 3-month average attendance and retention rates were approximately 88 and 89%, similar to other psychosocial interventions conducted with MCI participants, which were approximately 90 and 85% 14, 82 . The instructors played a critical role in both the MAP and HEP. One takeaway lesson was that more patience and instructors' interaction were needed to effectively engage this population, compared to cognitively intact older adults.
Enhanced interaction with the instructors might explain the high attendance rate. For the homework and personal diary, the participants needed constant repetitions of instructions during the intervention sessions and reminders to practice at home, and to bring their personal diaries back to the research center for fidelity check purpose. Based on our interaction with the participants, we suspect that due to having MCI, many participants did not perform one or more of the aforementioned tasks. For future studies, we thus propose that a "cheat-sheet" containing a brief summary of the practices taught during each session to be distributed to the participants. Additionally, caregivers or family members could be approached during the screening and recruitment stage, to obtain consent and to be tasked to remind the participants constantly to practice the techniques and to keep track of the daily practices on behalf of the participants. Incorporating these implementation issues in future study designs may enhance engagement with participants with MCI. Lastly, no adverse event related to either the MAP or HEP intervention was reported, which suggests the feasibility and safety of the interventions. We noted several limitations that warrant discussion. Despite the encouraging findings, due to the small sample size, they are preliminary and thus requiring validation in larger RCTs, specifically on the results of exploratory subgroup analyses. With a larger sample size, more diverse variables could be included a priori to test for their potential modifying effects, in this instance, sex and MCI subtypes. Second, as an intervention of psychosocial nature, inadvertently there could be residual confounding effects when limited number of covariates were examined and controlled for. Therefore, in future studies of mindfulness intervention, researchers should collect variables pertinent to both MCI and biomarkers, in particular exercise, diets, intakes of supplements, changes in medication consumptions. Additionally, blinding of the participants to the assigned interventions was not feasible. This issue has also been discussed previously 83 , with one potential mitigation to be employed in future studies would be to use sham meditation as the active control arm 18 . On the other hand, infeasibility in blinding also reflected a more realistic and naturalistic setting in examining the effects of mindfulness intervention. Another limitation was that we were unable to determine the adherence rate of the participants to the interventions. Likely due to cognitive impairments, most of the participants either did not practice at home, forgot to keep track of their practices at home, or forgot to return their diaries, causing issues in conducting fidelity check. This issue warrants heightened attention in conducting adherence and fidelity check in future studies involving participants with MCI. Lastly, due to the limitations in logistics and human resources, the time interval for saliva collection was relatively long and only a single sample of saliva was collected for each participant at each time-point. Thus, the salivary cortisol levels reported here should be interpreted with caution. For higher accuracy and reliability, the ideal saliva sampling method would be to collect saliva samples at multiple time-points throughout the day and taking the reading from the area under the curve or the concentration versus time curve with respect to zero [84] [85] [86] . Furthermore, there is contention within the literature on how well salivary markers reflect peripheral or brainbased biomarkers in general. Compared to salivary cytokines, which have less evidence supporting correlations to their corresponding blood marker levels, salivary cortisol has been demonstrated to be highly correlated with unbound cortisol in the blood 87 .
Despite these limitations, this study represents a significant advancement in the field in several aspects. First, we employed an RCT design, with the active control arm controlled for several intervention components, which were not specific to mindfulness, for instance, an equal amount of instructor's attention 18 , the time of the day and week 88 , and the length of the sessions 88 . This study design minimized residual confounding effects, by ensuring that the two study arms differed mainly in the interventions being compared; 89 Second, we concomitantly examined a range of biomarkers representing different biological mechanisms, which enabled us to narrow down the specific effects of MAP in MCI. Third, we have also addressed one of the main limitations present in the literature, namely the short follow-up period, by adding booster sessions from 3-to 9-month. In the literature, the average follow-up period of most mindfulness interventions was a relatively short eight weeks. To our knowledge, this study is one of the longest follow-up RCTs of mindfulness intervention. With this extended follow-up period, we elucidated the long-term effects of mindfulness, therein extending the literature.
In all, we demonstrated proof-of-concept of mindfulness intervention in ameliorating biomarker perturbations implicated in cognitive decline and dementia in older adults with MCI. These preliminary findings are encouraging, coupled with the fact that mindfulness is a low-cost and self-directed intervention, in which the older adults can practice without time and space constraints. Owing to the pilot nature and small sample size of the study, there is still limited evidence at this stage to recommend mindfulness intervention to older adults with MCI in clinical practice. Further validation, particularly in large-scale RCT, is warranted. Some important future directions identified in this study include a priori examinations of the effects of sex and MCI subtypes to delineate their modifying effects on the outcomes of mindfulness interventions with older adults with MCI. Lastly, neurocognitive data are necessary to examine if mindfulness could improve cognitive functions. Future studies should examine how pervasive mindfulness could ameliorate declines in different cognitive domains affected in older adults with MCI, taking into account sex and MCI subtypes.
